purified protein was subsequently desalted into storage buffer as described above for the poly-His tagged 
proteins. The homogeneity of the proteins was verified by SDS polyacrylamide gel (PEG) electrophoresis and 
N-terminal amino acid sequencing by Edman degradation. 

PR0181, PR0195, PRO200, PRO320, PR0237, PR0273, PR0285, PR0337, PR0526, PRO540, 
PR0846, PR0362, PR0363, PR0617, PR0322, PRO1083, PRO868, 768, PR0792, PR0788, PR0162, 
5 PROH14, PR0827, PRO1075 and PRO1031 were successfully expressed in baculovirus infected Hi5 insect 
cells. While the expression was actually performed in a 0.5-2 L scale, it can be readily scaled up for larger (e.g. 
8 L) preparations. 

For expression in baculoviras-infected Hi5 insect cells, the PRO polypeptide-encoding DNA may be 
amplified with suitable systems, such as Pfu (Stratagene), or fused upstream (5'-of) of an epitope tag contained 

10 with a baculovirus expression vector. Such epitope tags include poly-bis tags and immunoglobulin tags (like Fc 
regions of IgG). A variety of plasmids may be employed, including plasmids derived from commercially 
available plasmids such as pVL1393 (Novagen). Briefly, the PRO polypeptide or the desired portion of the 
PRO polypeptide (such as the sequence encoding the extracellular domain of a transmembrane protein) is 
amplified by PCR with primers complementary to the 5 1 and3' regions. The 5' primer may incorporate flanking 

15 (selected) restriction enzyme sites. The product is then digested with those selected restriction enzymes and 
subcloned into the expression vector. For example, derivatives of pVL1393 can include the Fc region of human 
IgG (pb.PH.IgG) or an 8 histidine (pb.PH.His) tag downstream (3'-of) the NAME sequence. Preferably, the 
vector construct is sequenced for <x>nfirmation. 

Hi5 cells are grown to a confluency of 50% under the conditions of, 27°C, no C02, NO pen/strep. For 

20 each 150 mm plate, 30 ug of pEE based vector containing PRO polypeptide is mixed with. 1 ml Ex-Cell medium 
(Media: Ex-Cell 401 + 1/100 L-Glu JRH Biosciences #14401-78P (note: this media is light sensitive)), and in 
a separate tube, 100 ul of CellFectin (CellFECTTN (GibcoBRL #10362-010) (vortexed to mix)) is mixed with 
1 ml of Ex-Cell medium. The two solutions are combined and allowed to incubate at room temperature for 15 
minutes. 8mlofEx-CeUmediaisaddedtome2nuofDNA/CellFECTIN mix and this is layered on Hi5 cells 

25 that have been washed once with Ex-Cell media. The plate is then incubated in darkness for 1 hour at room 
temperature. The DNA/CellFECTIN mix is then aspirated, and the cells are washed once with Ex-Cell to 
remove excess CellFECTTN . 30 ml of fresh Ex-Cell media is added and the cells are incubated for 3 days at 
28°C. The supernatant is harvested and the expression of the PRO polypeptide in the baculovirus expression 
vector can be determined by batch binding of 1 ml of supernatent to 25 mL of Ni-NTA beads (QIAGEN) for 

30 histidine tagged proteins or Protein-A Sepharose CL-4B beads (Pharmacia) for IgG tagged proteins followed by 
SDS-PAGE analysis comparing to a known concentration of protein standard by Coomassie blue staining. 

The conditioned media from the transfected cells (0.5 to 3 L) is harvested by centrifugation to remove 
the cells and filtered through 0.22 micron filters. For the poly-His tagged constructs, the protein comprising 
the PRO polypeptide is purified using a Ni-NTA column (Qiagen). Before purification, imidazole is added to 

35 the conditioned media to a concentration of 5 mM. The conditioned media is pumped onto a 6 ml Ni-NTA 
column equilibrated in 20 mM Hepes, pH 7.4, buffer containing 0.3 M NaCl and 5 mM imidazole at a flow rate 
of 4-5 ml/rnin. at 4°C. After loading, the column is washed with additional equilibration buffer and the protein 
eluted with equilibration buffer containing 0.25 M imidazole. The highly purified protein is subsequently 
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deslated into a storage buffer containing 10 mM Hepes, 0.14 M NaCl and 4% mannitol, pH 6.8, with a 25 ml 
G25 Superfine (Pharmacia) column and stored at -80°C. 

Immunoadhesin (Fc containing) constructs of proteins are purified from the conditioned media as 
follows. The conditioned media is pumped onto a 5 ml Protein A column (Pharmacia) which had been 
equilibrated in 20 mM Na phosphate buffer, pH 6.8. After loading, the column is washed extensively with 
5 eauilibration buffer before elution with 100 mM citric acid, pH 3.5. The eluted protein is immediately 
neutralized by collecting 1 ml fractions into tubes containing 275 mL of 1 M Tris buffer, pH 9. The highly 
purified protein is subsequently desalted into storage buffer as described above for the poly-His tagged proteins. 
The homogeneity of PRO polypeptide can be assessed by SDS polyacrylamide gels and by N-terminal amino 
acid sequencing by Edman degradation and other analytical procedures as desired or necessary. 
10 Many of the PRO polypeptides described herein were successfully expressed as described above. 

EXAMPLE 104: Preparation of Antibodies that Bind to PRO Polypeptides 

This example illustrates preparation of monoclonal antibodies which can specifically bind to a PRO 
polypeptide. 

15 Techniques for producing the monoclonal antibodies are known in the art and are described, for 

instance, in Goding, supra. Immunogens that may be employed include purified PRO polypeptide, fusion 
proteins containing the PRO polypeptide, and cells expressing recombinant PRO polypeptide on the ceil surface. 
Selection of the immunogen can be made by the skilled artisan without undue experimentation. 

Mice, such as Balb/c, are immunized with the PRO polypeptide immunogen emulsified! in complete 
20 Freund's adjuvant and injected subcutaneously or intraperitoneally in an amount from 1-100 micrograms. 
Alternatively, the immunogen is emulsified in MPL-TDM adjuvant (Ribi Immunochemical Research, Hamilton, 
MT) and injected into the animal's hind foot pads. The immunized mice are then boosted 10 to 12 days later 
with additional immunogen emulsified in the selected adjuvant. Thereafter, for several weeks, the mice may also 
be boosted with additional immunization injections. Serum samples may be periodically obtained from the mice 
25 by retro-orbital bleeding for testing in ELISA assays to detect anti-PRO polypeptide antibodies. 

After a suitable antibody titer has been detected, the animals "positive" for antibodies can be injected 
with a final intravenous injection of PRO polypeptide. Three to four days later, the mice are sacrificed and me 
spleen cells are harvested. The spleen cells are then fused (using 35 % polyethylene glycol) to a selected murine 
myeloma cell line such as P3X63AgU.l, available from ATCC, No. CRL 1597. The fusions generate 
30 hybridoma cells which can then be plated in 96 well tissue culture plates containing HAT (hyrx>xanthine, 
aminopterin, and thymidine) medium to inhibit proliferation of non-fused cells, myeloma hybrids, and spleen 
cell hybrids. 

The hybridoma cells will be screened in an ELISA for reactivity against the PRO polypeptide. 
Determination of "positive" hybridoma cells secreting the desired monoclonal antibodies against the PRO 
35 polypeptide is within the skill in the art. 

The positive hybridoma cells can be injected intraperitoneally into syngeneic Balb/c mice to produce 
ascites containing the anti-PRO polypeptide monoclonal antibodies. Alternatively, the hybridoma cells can be 
grown in tissue culture flasks or roller bottles. Purification of the monoclonal antibodies produced in the ascites 
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can be accomplished using ammonium sulfate precipitation, followed by gel exclusion chromatography. 
Alternatively, affinity chromatography based upon binding of antibody to protein A or protein G can be 
employed. 

EXAMPLE 105 : Chimeric PRO Polypeptides 
5 PRO polypeptides may be expressed as chimeric proteins with one or more additional polypeptide 

domains added to facilitate protein purification. Such purification facilitating domains include, but are not 
limited to, metal chelating peptides such as Wstidine-tryptophan modules that allow purification on immobilized 
metals, protein A domains that allow purification on immobilized immunoglobulin, and the domain utilized in 
the FLAGS™ extension/affinity purification system (Immunex Corp., Seattle Wash.). The inclusion of a 
10 cleavable linker sequence such as Factor XA or enterokinase (Invitrogen, San Diego Calif.) between the 
purification domain and the PRO polypeptide sequence may be useful to facilitate expression of DNA encoding 
the PRO polypeptide. 

EXAMPLE 106 : Purification of PRO Polypeptides Using Specific Antibodies 

15 Native or recombinant PRO polypeptides may be purified by a variety of standard techniques in the art 

of protein purification. For example, pro-PRO polypeptide, mature PRO polypeptide, or pre-PRO polypeptide 
is purified by immunoaffinity chromatography using antibodies specific for the PRO polypeptide of interest. In 
general, an immunoaffinity column is constructed by covalently coupling the anti-PRO polypeptide antibody to 
an activated chromatographic resin. 

20 Polyclonal immunoglobulins are prepared from immune sera either by precipitation with ammonium 

sulfate or by purification on immobilized Protein A (Pharmacia LKB Biotechnology, Piscataway, N.J.). 
Likewise, monoclonal antibodies are prepared from mouse ascites fluid by ammonium sulfate precipitation or 
chromatography on immobilized Protein A. Partially purified immunoglobulin is covalently attached to a 
chromatographic resin such as CnBr-activated SEPHAROSE™ (Pharmacia LKB Biotechnology). The antibody 

25 is coupled to the resin, the resin is blocked, and the derivative resin is washed according to the manufacturer' s 
instructions. 

Such an immunoaffinity column is utilized in the purification of PRO polypeptide by preparing a fraction 
from cells containing PRO polypeptide in a soluble form. This preparation is derived by solubilization of the 
whole cell or of a subcellular fraction obtained via differential centrifugation by the addition of detergent or by 

30 other methods well known in the art. Alternatively, soluble PRO polypeptide containing a signal sequence may 
be secreted in useful quantity into the medium in which the cells are grown. 

A soluble PRO polypeptide-contaming preparation is passed over the inmunoaffinity column, and the 
column is washed under conditions that allow the preferential absorbance of PRO polypeptide {e.g., high ionic 
strength buffers in the presence of detergent). Then, the column is eluted under conditions mat disrupt 

35 antibody/PRO polypeptide binding (e.g. , a low pH buffer such as approximately pH 2-3, or a high concentration 
of a chaotrope such as urea or thiocyanate ion), and PRO polypeptide is collected. 

EXAMPLE 107: Drug Screening 
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